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7 B^^IMIliDSlfilb^ *©Jfll^©trt<*:fiBi*JWTf3^-r7'D5 i >f >An 
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T)\^n>m ct bmm^mmmK 5 6 2 (*j^^--x • **>y-— • 

• UV-^>X-A*>^ (JCRS) ISO Sm-hU PBS (U>^-^b 
V t> A 2 . 9 Og, U >it-# U »>A 0 . 2 Og, h U <^A 8g^ mtti U £ 

7°C-tr3 0«it§o fits PBS^M, rnr^VA (Tx->-v 

£?3;b^o ^J^.(^ «H^©3~4 Bf^^JJfK^iHEM^iz^mU Minimal Es 
sential Medium (MEM) igiifi (BzkMljlllO ^-elffliTU p-e$?U 
1 2 0 Orpmx 5 ^cD^T^^^-frfe^ ±?it£l&^ h 

w (pH7.65) T-i~2 ^mmm Lxm^it^m^ u £ e> cm e Mmm 

( 2 ) 7*^m*£«©ilM 

_ T ^^ T - >W ^^^ X (balb/c) m&mmmmmt\^T&(D£ote 

P3-X63Ag8-Ul (P3-U1) (Current. Topics in Microbiol. Immu 
nob, m8im, 1-71, 1978 ^) s 

P3/NSl/l-Ag4-l (NS-1) (Eur. J. Immunol., m 6^, 511-51 
9H, 1976 s 

SP2/0-Agl4 (SP-2) (Nature, Sg 276 269-270 Jf, 1978 30 , 
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'Jxf 1/>^"|J3-;^ 1 0 0 0 (PEG- 1 0 0 0) l~4g, MEMJglftl 
~4mL i5J:r>*^p<^;i/X;i/^dpi/ h* 0 . 5~ 1 . OmL (DUWiO . 1 ~ 1 . OmL/1 0 
8 mMm%MZTMMm-&%&Z.gi}:&o *<D&^ 1 0#^{z:MEMigi|&3inL£ 
ifcMfrlU MEMi&:tfc£3:fi#5 OmL {C&£,fc?£ft];tT#fRU •14^r 
£^lt£-tt3o (15 0 Orpmx 5#H3) bT±?it&RfcScU US 

^^t3«ffliia*«¥bfc^ IE#*&ife (RPMI - 1 6 4 Of&tfe, 10%FCS) 1 

oomL^ip^, ^tr^y bfc&&¥^y^j>y~em j Pi>fcMM%mm-tZo 
z(Dmmm%9 6trx.)UDmmmyi/— 1 o o^L/weii -fo^ibs 5% 

C0 2 Y>^^-cf>, 3 7°CT-3~5BfI3Jgli-rSo tg#rb-h(cl 0 
0/*L/well ©HATigtl (lEfirigifeic: 1 ^^ri^>^ > (10~ 4 M) N 
( 1 . 5 x 1 0 ~ 5 M) &&TF7 V7r'J> (4x10 " 7 M) bfeigtlfe) £ 
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SJ&U (3 0 0 Orpmx 5fl» bT@ff£#£l&£U IgG^fl 

mc&Wto&lb, ^mJK-b>^— fll, 74 M, 198130 ti^^bfeo 
^^Iltts 7*— U >^*5J:t>*2 8 Onmi^ttSnMS ( 1 .4 (OD 2 8 0 ) 
= -f Ay ^D/'J > lmg/mL) fc: J; DlfmiTSo 
(6) 7P-^Mn#:cD#tt 

±!B© t btH^nfe^y ^ n-t;v»#ffii, jijid ( l ) « 

»3^7tJHfeHSB-2, K 5 6 2&£*<Dt h >j W^l£3fe©JfflJ^fc 
§fflV^-S^»>Rii& (J. Immunol. , S£138#, 2850-3855 M, 1987 ^P) i'iV 
( 2 ) g£gfcfcjgfcl5E& ( E L I S A&) (J. Immunol. , fg 142 2743-2750 ff , 
1989 50 ^HiDW^WSi^gSo 

( 7 ) ttSMe^y * p-^;i/ifi#©j|jSK 
H e> nfcISt 7 ^ n - ^;^;i/7^r t ^ (Iinmunochem.,|g 
6 a, 43 M, 1969 30 s »3«7|R»^ (J.Histochem.Cytochem. , fg 22 #,1084 
M, 197430 „ ?W = (J.Biochem., ^79#, 233 ft, 1976 30 N b° U 
• i?^;i/7-f (Biochem.J., |gl73#, 723 M, 197830 
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0 uL(DM3^mm (3 8.5mg/mL) &mWlste&t>to%., ifit'2 0«J!ti 
£-tf-fcf£s lmMMII (pH4.5) i:IibfePD-10 (7Y^tA- 
7 7;i/Y^7-/W^r^i) ^ffl^TllSj^j^^T % &£0.2M©zkI£ 
fb^ h U >7A4 O/zL ^Aa^^o CtlCl OinMWIii (pH9.5) -ej®*f 

zK^U 1 0 0 uKDikmikn-^mi- h V VAmm (4mg/mL) £flQ;l2B»M 
/fo£-fe!-£o SJfor$£PD- 1 OSffl^tPBSt$ibfell 3 0 0 Orpmx 3 
O^F^lM^iU _hvft£-te7T^ u;i/S 200 HR 26x30 (?vi/tA • 
7 7;i/Ti/7-;Wtr^S) £ffl^Ty;i/^bTs 4 0 343<fct>*2 8 Oim 

^Ihm-r)l7~5.> QOmg/mL) ^iPx. s -2 OW^U fMfilw^P B S 
-Tween (g^NST) 2 0T#$?-r&o 
(B) t&mfflIP!>&<DS^ 

-cD^Bj§-e^ffl-rs^tHffl»i{±s m&^nv hffly;Kc, 

Sdt#"?£So <b^(3r£4^bb£»ii;: N ^l§0J3TfflV^iri#:^^^-M-?> 
|g^g^^^T^?»clh^?>Sl^b^lS^^*>5o H«JicHu 
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t yVtftr?*??* I gG (H&L) >^D7^>j; b^-r^^jl/ 

(O t&m^ 

»ii»o±^6at«toT««*m^feiR^**ijffl"rsifc*Tf*ao Huts 

©cfc^(3bTM^bfe^mffllB*it;#^bfel^^J;t>* (7) Tf§&nfc«I8Mg 

(D) *>.y h 
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m 2 v y h • p< ^> >^r^ k-2 ©sp^ ^ y mmm (wmm^ 1 ) 

1 :MBP t bXlfi/><7>^fWfflL-&&>^&M 

3 : h^tf">^r>A«^^-b- h 

4 : # — 

0 5(i, ^i*#:^^(t§^^ % >>^«©|5l^i:. ^ bMThyi f pff2«7 :r 
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A:H7 5» h^-9->^^A« (MC) VHB\-tZ>*yi/><D%M&&to y 
h^m±J^« (GEO *<ttJf*3«i*:rtJftittllia (GEN) TttlS^tttftffllRftjaT 

B:^RNA UtgfccDNA^fCfflV^Tx 4^£S PCR tdfijffl Ufco PCR £ 33 1M * 
m 6 &s y -If > y d >y h ##ffc: «k I,, Thyl bfc 

t) ^t^m^n^o 7£fiijcD^^;i/tt^n^n28s*5j;^i8s »;^v— a 

RNAOIM XJdffl^-TS (^tl^tlSA 1.9kb) « 

3^6** W^K (&2jug) * 10%SDS-PAGE t«fct)«¥«fU £ri^y|^^>> 

iKfo&m^TJ 7uv Y^n-Dtz (u — > 1 - 3) a 

U — >ls 4 N 7 : CH0«S* c-myc-t^^-^>tif^p< y^>> 

U->2, 5, 8 : ^.CoVi fi* MBP-^^^>>lfe^r^>/^M 

U — > 3, 6s 9 : MBP 

U — > 4 - 6 : 3fli!l*©£^ y h^^>>^r^ K P 2 T*7°W >^i^— h 
U-> 7 - 9 : ftmWiim&V* IgG 
08^ Thyl ff y h S*W«®^3e«a(tt^b^fltl^*fO*g«*^ 

(A) ttj»^||«CDtSJR&S-ro 

(b) tts 8Bi(:^^>>^>/^^iibt^5c<b§^bt^i.o imsi 
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>#>^?<DWm&4 HBtia-ffrfc/tjlUfeo ^>^A$C^y; s 8HSS3 
fcfc 14 BS STii^U 28 BltSJSl/^fcMofeo fg^ x200 o 

0 9 J** — ^©^oh- & ffl v ^ fc * y > & «t v « -¥mm t z * > <Dmm& ^ -r 

ffe© SERPIN 77 ^ U -^CDffllSHWfg < s *o^7k^*wrs^sfijffl u 

>/^|f<7)N*S!jgfr£> 34l~354#ac7)^r^ h'© C ^^^^^-Y >&^WT 
S^7"^h* rH 2 N-E-S-N-I-V-E-K-L-L-P-E-S-T-V-C-C00H/lB^'J## : 3j £M 
^r^Kii^J;t»^b (^1-^r>ai;i/V-SS N -E^;i/ 432A) , iiSM^ P 
Yhy7 7^-tJ;i3lIU MBS h*^>^;H-hKD^^ 
^i/- ^ Fx^r;v) £ffl^T3r— ;i/ U h'N^E^T— > (KLHrCalbio 

chem-NovabiochemM) lzffi&£&tz 0 WlE^7D^f>^7^a^> 
h (DIFCOS*) tS^bfe KLH^-n^T"^ K (200/zg/K) T*j£l*lft^bfco *J 
Hl^fi (30/zg/>ig) f£3MP e 1#M 2[H@ (30/zg/33) ©&j£&frV\ M2« 
§C5@M (&Hk 30/zg/33) ^^Tofeo 2 0BJ^|S$^ 7D^>F^7 
J^M> h (DIFCOM) %m^tco 32 46 60 B@L 79 B^ 95 

m^tfejfii^^^^ Hfcfijts-r *3&»flfes-r-5fc«)x mmftmrnfem (el 

ISA) HifJifibfeo 
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T^l/h7irv>s;7^ (ffi^HiSi) ^IS^t^^t, 490nm T 

«bfc (B^U^^-^-^W^^SPECTRAmax250) 0 «-#3K^t43ttS 
1 ic^-To ^©«{fi£^7i;:gtb£&©£|g 1 izmTo 





1 


2 


3 


100 


1.411 


1.069 


1.376 


200 


1.162 


0.969 


1.337 


400 


1.018 


0.848 


1.211 


800 


0.769 


0.611 


0.976 


1600 


0.471 


0.341 


0.700 


3200 


0.248 


0.161 


0.389 


6400 


0.096 


0.050 


0.165 


12800 


0.036 


0.017 


0.067 



32 BflL 46 HfJL 60 79 BSU 95 0&£*a#ffl£?H!J3£bfc#£Jllx 

&CDfc35t)-e*>5o ^Jt^f FSFMP (2-fluoro-l-methylpyridinium tolu 
ene-4-sulfonate) gttftt;i/D7 7'f> (Mj^XUSO tHSfllU ~F7 4 
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*4 K£&gb^M©±#bfc£^jfii^&PB s (-) T#)fRbfc 

b£ (02) o c©fi||;(t th • 7^>>^;b1*fr&^£>SJfoU 7>n 

U-> 1 : t h • ^^># W-^Mili^ W-^ff(W0 99/15652K 
U->2 : CH0m-t?l6i^^-y-feh M ^>>^>/^K (CH0-y^>>^>^ 
^H:T.Miyata et al., J.Clin. Invest. , t|120#, 828-836 Jl, 1998 ^ WO 
99/15652) 

(-f btr^X h) 

lEST^y b/^^WIIiffl^^^bfeo PIJ51ffi£$tts iI*g*B88& 
HgiJ (0. C. T. compound, Miles Laboratories) ^ffl^t^Ibfeo £©$c$g 

±C7^>Mf; (4°/o^5^A7^rbF@^ 15 #) o 

h ufeo ffi^H-£#t#u i : ioo (c#^b^^;i/^-dr^^— vmm 
t?©^m{-(i> o.oo3%©ii^b7jc^7jc&^wr-s 3,3'-^* 

5v h©^fii$fi^t^bTm^^febfeSi^^:* (-n>M ECLIPSE E 
400 : fg* 80 {§) $E3t^t 0 Elfr e>BJ3 3 fc> 7yhSlMf*:«fti 
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cD*e^ft:fej;t^it>^A&ji{cra&^ mmmz\± 
mmm a d m Thyi n ^ * h (D<tm.m tmmtmcDmm^ j > 

±X(Dmmmmi±MP.^m^mWmmm$-\- (Guide for animal 
Experimentation) izX^mMLfco 6 M^Olf^ -f ^ $ — ^ y h (B*^ — 

§ 1 MfelcD^HiMWcDiL 1.2mg/kg#:S<D IgGl "^X^y 
-±)ViK1hy\iK^ (OX-7) ^fe(±»J (MM) £#Mrtffi&bfco 
C^^iJ5D 5 y cDNAcd^ p — 

(1) degenerate ?CRlz£Z> cDNA©^D— — 
ISOGEN (Nippon Gene SO oligotex 14»c@CD^y )>f£#M 

-9->^>>A«^^ mRNA ^ttmbfeo £ CD mRNA £3£ij£^g#|{| Superscript II 
(GIBCOSO £«^/fo^ft-U cDNA£S§M£:b£o th^^» 

CD cDNA £^3, degenerate 7° -5- -f x'— FY : GTGAATGCTGTGTACTTAAAGGCAANTGN/IB 
8 (172VNAVYFKGK180 JZfflMO ^ 43<ttFR21 : AANAGRAANGGRTCNGC/IB^J 
: 9 (R teu A tfe(±G : 357ADHPFLF363 (3*gM0 £#MU DNA Thermal Cy 
cler (Perkin Elmer Cetus $£) 94°C45 # (^t£) ^ 50°C45 ^ (T- 

-U>^) s 72°C2# (tii|ig) , 35 ^-r^;i/CD^T-PCR^ffofeo 

^^tl?>^#^ (576bp) f;:?fi^ PCRj^t)£ pCRII — (Clonetech 

SO (3«a^^ DNA^l"- r^-^^-S^fc^V^^Q^cJ; bi&Mm 

3*J&&£b£o 

fribMfc^mmy^J v-£§SMU degenerate PCR^tfofeo 

^ -f s th^^»^^-Ftl. IB^iJcd N-*^ ic^fjft-T S degenerate 7 ? 4 
V— RM-CtermCl : ATGGCNTCNGCNGCNGCNGCNMYGC/BB?'J#-^ : 1 0(YfiT$fcliCK 
mmz ^vY*7is >#Hlft reverse 7^ 4 ~? — ~d$b £ RM-MR-A2 : CGACCTCCAGA 
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GGCAATTCCAGAGAGATCAGCCCTGG/IB^'J#^ : 1 1 &&Tf RM-MR-A1 : GTCTTCCAAGCCTA 
CAGATTTCAAGTGGCTCCTC/8B?!i#-*f : 1 2£f«b£o RM-CtermCl loXZf RM-MR-A2 
Sffll^ 94°C45#\ 55°C45#s 72°C 1 £\ 45 it-T PCR &f? feo 

#ifc:1#£ftfcPCR0$l£$|SJfcbTx RM-CtermCl RM-MR-A2 SffiMTs 9 

4°C45#\ 55°C45# S 72°C 1 ^ 25 it -Y nested PCR£?to£o £ 

e(3tii|iS^{Siit-§feto(C, m— (Dzr^J'V— &m\ 94°C30S\ 55°C30#\ 7 
2°C40 25 it-f PJUD0kWr-£ PCR ^iDIbfeo 

f#5>tlfe PCR pGEM-T-easy ^ ^-(Promega ®0«l*W&A/;£o DNA g 

KjIS^J ^« ^*1B?'J £ b fe o 

(2) 5' -RACE «fc £>* 3' -RACE ?S cDNA © £ n — ~ > £f 
M?z/>(Dm^ K>*5<fctJ c il^ih3 mutation ©Aot^^V^ 

fctofc^ Marathon cDNA amplification kit (ClontechM) _tlBT-f#£> 

titzwrnzmzT-yj y^titzy^^c^—^m^x, ^-race^u^'-race** 

£*Tofc 0 5'-RACEi3(i s 2S©3tfe^^^^>^-fe>xr^-rT-RM-PR01 : 
GCTCAGGGCAGTGAAGATGCTCAGGGAAGA/IBW^f : 1 3 £ J: t>* RM-PR02 : CTGACGTGCAC 
AGTCACCTCGAGCACC/IB#J#-J§ : 14 4ffl^L — 73, 3' -RACE idfciu Jtfe^fSS 
ft-fe >^ 7°^ >f V-RM-MR-S3 : GAGGTCTCAGAAGAAGGCACTGAGGCAACTGCTGCC/IB^J# 
^ : 1 5£&fflbfc«, bTf#£>ti£IB?!Jl;r*-^T, «»Wfc:iB5!I#-^ : 1 
£ ^ -T 1229bp h & £ ^ y h ^> >(D cDNA ^rS^^ffl^J 4 &t33fej£ b fc 0 

±§B^£nfcIB#lfr ^ITY 2 fflCD3»fe^M^r^ -f V-RM-5'UTR 

-FS2 : CTCTATAGGAGACACTTGG/1B^J#^ : 1 6 (^>^77>fY-) £ «fc £>* 3' -UT 
R-Al : GAAACAAATCAAAGCAAAC/IB^iJ#-^ : 1 7 (7>^>^77>f7-) 
bfco 94°C45# (g£t$) s 50°C-e45# (T--U>^*) „ 72°C 1 # 30 # (M 
ffi) s 35-9-^^;KD^f«PCR^HStebfeo ff^tiS^^^ (#jl300bp) © 
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t>*B) o 

chjiii^i 7 } ^ +>- > ^ OAmmmcom^m e h w»©^b 

fbSflMiffibfco 

mbfeo 3Siii^«tfc«toTjfii?»*jfli*sc^3b>e)^<iu jfli^m*^* (bun) & 

mMMtPmmizmMVX^fc (272+13.1 *f 86.3±13.6mg/kg#:lt, p<0.05) 0 

m Thyi mmmmvwmvm e rs«dss* <t trnm^fct 28 s g t b^ks ■=> 

(66.8±6.45mg/kgM) 0 
It 5 * ^ > mRNA OD^Jgfi RT-PCR 

7^ ftmi&mMmmmm, * «fc Thyi 5 * h c & w- s * ^ ^> 

* RT-PCR ^tf^HMbfeo 

ib< t±, 3 EcD5> >y h £Miiu (0 B) s lit© 2 S 4, 8, 14 iJitf 28 H 
g^^5E^-^> t^*©HESiJ^(Salant DJ, et al., J.Clin. Invest. , 66:71-81, 
1980) £<fc D#Hfbfe^#:^^ RNA^#Hbfeo 
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t&mfc&frmmvm rna * tz&&^ y b rna © iug br s 

SRB&lifc&OT'n b ^— JUzm^X Superscript 1 1 (Gibco BRL) £ffl<^TcDNA£ 

^ bfeo &*<Dm<D*fem rt-pcr Kngffl bfco 

■7 v V • * 7^>>(D7°^ <i lzfct s 34~65bp teMlfoTZ ^ v b • ^ ^> > 
S27 :7*'7 — F^^T v— (AGA ATT TGG CTT CGA CTT ATT CAG AGA GAT GG 
/m^m^r : 4) s 481~513bp 7 y h • *^>>AS506 'J^-X7 

5>f v— (ATG ACA GCT GAT GAG CTG AGG CTG CTG TCC CCC/SJflJU-f : 5) £ 
ffifflbfco PCR&, teV'T PJI&WC 60°C 1»7--'J> 

^'43J;^ 72 0 C l^MCDffSO'f >^i^— ->3>^?)^5*)OT-|IJtebfeo /?- 
T^^>^-D^Ttts 1455~1484bp CffiltS?*; h /3-7*7?->7 
7^?- (GTG TGA TGG TGG GTA TGG GTC AGA AGG ACT/E#I#^ : 6) 
2318-2288 tcffi^fS^ '3/ h/?-7^^>UA-777>fY- (ATG GCA TGA 
GGG AGC GCG TAA CCC TCA TAG/IB?iJ#^ : 7) ^^t^bfcc mmmMZ. Ti3 
D-^^;i/«mf7^Hj^cto-rpJMbbfec /?-^^^->mRNA©±iili@(i, cDNA <D 

&±&<Dttmizmm u ^> >mm&j&x-tt i/Si^i© cdna nj 

Igfclbfco /?-T^^>^5«fcUtp<y^>BRNAlii|6S^S$^t:ISKbTs f^fflb 

Siatbifeo 25-40 -b-^^ )MD&miRRlfo<Dm$f §ST'Bt It 

>7iJ >^bTff ofeo ^oTs #^fctefflbfc cDNA©g£IE^bbT/?-7' 
^^>mRNA{3ESK-T5^^;i/^#U iJfcSJfc:^ h~^T-tfcffilT3fc#> 

feo RT-PCR ©Pttt*rMtt3S»*s^»**^libfc. ££J;icDNAi|M£M«bfc¥- 
^^AiHt^l^ltSC^^ltt^o PCR^33^^;i/ff 
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(omtListz rt-pcr t *v>-r*s ^nmzmvmm&mibntzo 

©^im t # # s ^ ^* > §mfri$ & mt-r % & ; — if > -r d * h 

b©yif>7"Py hHll Multiple Tissue Northern Blots (jgfflg : 
Clontechi^) Sffifflbfco Multiple Northern Tissue Blots & 
Jfflfik B«*«trmiiEb*©poly+HNA*2^g^W"rSo 

5f htriThyl W^^*5{t^^^ % >>mRNA^iB7T:?i^s £ <b \z 2 oCD^Jf@©H 
IWMH^OT J — if > :/p y h ioTBIIbfeo 

y— ifV^Py h£||Jfc-f jM|y (OB) s W©2, 4, 8 S 14 

y hOlim^ 2 SUSS bfeo *3«#*^it"rSfc«)fc:fiSS!|^(Salaiit DJ, et al., 
J.Clin. Invest., 66:71-81, 1980)fc <fc #©WIIi£»JU ISOGEN 

I¥b<«s h*»e»#KbfeENA*-&t)^ 10#g RNA 

r;]cli){3j;oTs 2.2mol/L ^A7;i/rt 1%T#P — X(f 

7°D — 7tUt. ^P-> 27.2c GO^y h • ^^>©a5#cDNA£{£fflbfco 
IS 65°C7?.3 Rapid Hyb (77i/tAi) ^ U -tf— > a > 

bfeo 7"D>> h£ 60°C7rgHX h u yv^y*/—~£&>% O.lxSSC/O.USDS 

^ >r ^ u *y Hf— ^> 3 > # «t u e ^«±±iB© «fc a t3 mm b fc 0 ^ w ^ u *v 

^-^3>mc-«bfc£-T^?->rp— ^§Mv^fe|sIbM©^©^©y-if 
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cmmm i o d &*araiiMb#to#*T 

SERPINX-/1— 77^ U— ®-M"e^t3> fi£oT, #fc&B^fcbTflK pJtH* 
fee tfSJSte^J^r^Kti^y h^^>>© 341-353 7"^ y&fcffll U th 

%&W'D&im<Dffl-e&Gk&$tix^zWs serpin 7-/1-77^ u— ©flbo 

p< w*-fcttffi#J©fflHi£*&*rb"r^&^o 

(07) o tti*?*s>mt&CRO-*yi'> (U — > 1) s MBP-^^i/> (U — > 
2) fcSliSbfc^ MBP (U — >3) SfcttKLH (r^— *fcfc^bT^&V>) fcfciS 
Ji&b&frofeo ^x.^^^>>{c^-r?»^©^{i N #«fHfl<tfS^£Sll*b& 

^ofeo ^©ast^ ft&Kmi$mmm.<D'&$L*7 : z/>^7'?-Y (i^— >4~ 

IgG (W->7~9) T?tt^6ftS*SH:SiK*n«:3&»ofe3&»?)T*So 
CHJte^Jl 1} JrtThyl R^^I/^y HS*CDW«aS«*fflV>fc^JSHflg«^a?Hft 

fciThyl Rifeti^ttS— KfflDft^ ^^St-d 7 ^ —)ls%m!-?2>tcti>lz s 
5fcS-IBf6£txTV^cfc^f-(Nangaku M., et al., J.Am. Soc. Nephrol. , 10:2323- 
2331, 1999), fflmWteft^fr**i'y—Vj5m&*?-)Vti)i;j (methyl 
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Carnof smfemmiZTMft bfco §¥b<f;±s mmfflm&tnM (PCNA) (zttTZ 
tim-ZibZ^t'^; Zu— ±;1/}a^PC10 (DAKO A/S , Denmark) -C&feU 
*«<*:*fflJBii3B*flHffibfeo * 1t>^<> A«rS^b(^ a-^rt^r^Xc 
^-r-Strt^T^S^^^^y ^n— ^-;i/ini#: 1A4 (Sigma, St. Louis, MO) T°m 
febfpffibfco 

Hits 4//mCDtun-S?S3^^^^^^T'^U ^vb^>V> 

T-ffl^febfeo *3*#wfiSftfc D©*3«*ffliia**«trj e J9«i4»©j(iiiiia»*wtt 

«*»fet)©¥*9«Bllia«*#mbfeo cT<'i>» («flS*)fc?)<20SiJMo^«fflm 
*?*>b) ©ifci£^£*£#ll!$(glomerular tuft) bfr^f b&V^^WrH 
&ffifflb&fr-?&o 

fc>ttbfe(Yoshimura A., et al., J.Am. Soc. Nephrol. , 9:2027-2039, 1998): 
0 ;&eifcU 1 ; l~25%(Dmtfo&£Wfrti&<D*V>3fTy2±%k&, 2 ; Pitt© 
SSfe&^f 25~50%©*j*fW»£tt#ift> 3 ; HM^OlfefiS^-r 50-75%©^ 
4 ; >75%©^#:^^«^^<^€5^nT^-2.o 
i¥b<(is 2B@Wt>^Aii (mesangiolysis) {3 £ t) sft^JttUStf 

(^SWfc&fc!? 59.3+1.91M0 SS©78.3±2.0) 0 
4 0g (69.5±3.2) $W80g (92.6±2.9) iZtt^W^tiSP bfeo 
28 BB{dH:^fr#fflliaf»ttS®U^;ut3Mofe (76.5±3.4) 0 jftJEMfctHSW-S 
a-¥-mffi7P7->(D&mZ, *WttQX-7at*»4HBfcJI£*l (1.6±0.2) N 
8B@(ziiinbfe (3.4±0.2) 0 28 B @©iftJ*f*:T?*> a-^mWST^^XDi&U 

m<Dmm&m&ztiiz d.3±o.2) 0 &m{&Mmmm&2 B@i»u 

ffc&fc t> 7.7±3.3 PCNA^m^TO 0g0O.9±O.2) „ 4Bgtt'-^tib 
(18.6±2.2) s 8B@St*Il>i^b (14.3±2.0) , 28 S g^IE^Ho 
fe (1.4±0.4) o 



WO 01/48019 



PCT/JP00/09251 



-3 9- 

(Lab-Tek Products, Miles Laboratories, Naperville, II) fc-MU MfrSl 

fc*)©T?@^Ufeo PBS i^t^to^y-^T-fl&fcU 0.3%H202 £ 

;i/r*^>^— tf^Py^V^bfeo 0.25%Tween20 £^ff £ PBS t? 3 0^ 
^ tiOM-*^M{3i5l>T^D s/3r>£Vfs/ 77- (Block AceTM, Snow Bland 
Tokyo, Japan) t m^l^C >Jpa^- > 3 > U ^{C^-fbbfe^it^fO^-tf 
=¥tni^ y M IgG *fc(±^JSBtfJfll«9 IgG 4°C(3^V>T 1 «M 

>3>bfco «JM"*50^#3Kbfe^;^^^^— bf^^tri<i7 

-^^ririfr (Dako, Glostrup, Denmark) £±tf;^^3 £<^T 30 #Hg-f > 3^^— 
^3>U 0.03%H202 £^WTS 3'3-^r^y^>^$>>HmitT?J8iau 

mm-r z tc ®<Dm&mm z mm b £ 0 

?v h&mmz*yi/>m&ncDm&mtewmfii s mm$ntc& cms 

ZmCDO BBX&, ^^>>B§MM±, ^?>^^^^43tt§^HSKitJ^|5l^ 

^«^bTo&i^) o p<^^>>©^tt2 Bg-e^t)-r^T\ 

< *y->3?t7AmB (mesangiolysis) ft^fbT 1^3 

^^>>&5f j^!j[]ir&^ ^i*#:±J^«©-^*)l^t^fe§^bfeo *y*> 
y\tm(Dmm\± 14 B@C*i^T"fe^fe^ 28 HB^yaE^Jlofco 
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^—>3>b£t§l^cyu m&ltm&r&-otc (El 8 A) o 

cmmm 1 3 : tm&yt^mmt 

W67??->(D$$.mi±, YnC-mmistz lM^EJ ^D-t;« (Sigma) £^fflb 
fee 7yF^^>«t§feK){l(t FITC-fftf^bfc^l^-t^ IgG 
(Dako) £ 50{g#fR-ef£fflb£o 

^^^H^^tlfe (|9)o 
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1/9 

El 1 




100 1000 10000 100000 
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2/9 



1234 




175kDa 
F83kDa 

47.5kDa 
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3X9 

HI 3 
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1 



: fca- & S~& • 



«a» w u a# fci- •# 
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6/9 

06 



tt!!B 2 4 8 14 28 
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7/9 

IH 7 



123 456789 
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8/9 
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9/9 

m 9 

+ 
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SEQUENCE LISTING 

<110> MIYATA, Toshio 

KUROKAWA, Kiyoshi 

<120> Method for Diagnosing of Rat Mesangial nephritis. 

<130> F2-102PCT 

<140> 
<141> 

<150> JP 1999-373677 

<151> 1999-12-28 

<160> 17 

<170> Patentln Ver. 2.0 



<210> 1 
<211> 1229 
<212> DNA 

<213> Rattus norvegicus 

<220> 
<221> CDS 
<222> (8).. (1147) 

<400> 1 

tttcaaa atg gcc tec 
Met Ala Ser 
1 

tta ttc aga gag atg 
Leu Phe Arg Glu Met 
15 

tct tec ctg age ate 
Ser Ser Leu Ser He 
35 

cga ggt gac tgt gca 
Arg Gly Asp Cys Ala 
50 

cca tea aga caa ggg 
Pro Ser Arg Gin Gly 



ctt get gca gca aat gca gaa ttt ggc ttc gac 49 
Leu Ala Ala Ala Asn Ala Glu Phe Gly Phe Asp 
5 10 

gat agt agt caa gga aac gga aat gta ttc ttc 97 
Asp Ser Ser Gin Gly Asn Gly Asn Val Phe Phe 
20 25 30 

ttc act gcc ctg age eta ate cgt ttg ggt get 145 
Phe Thr Ala Leu Ser Leu He Arg Leu Gly Ala 
40 45 

cgt cag att gac aag gcc ctg cac ttt ate tec 193 
Arg Gin He Asp Lys Ala Leu His Phe He Ser 
55 60 

aat tea teg aac agt cag eta gga ctg caa tat 241 
Asn Ser Ser Asn Ser Gin Leu Gly Leu Gin Tyr 
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65 



70 



75 



caa ttg 
Gin Leu 
80 



aaa aga gtt ctt 
Lys Arg Val Leu 



get gac 
Ala Asp 
85 



ata aac tea 
He Asn Ser 



tct cat aag 
Ser His Lys 
90 



gat tat 
Asp Tyr 



289 



gaa etc 
Glu Leu 
95 



age att 
Ser He 



gee aat 
Ala Asn 
100 



gga gtt 
Gly Val 



ttt gca gag 
Phe Ala Glu 
105 



aaa gta ttt 
Lys Val Phe 



gat ttt 
Asp Phe 
110 



337 



cat aag 
His Lys 



age tat 
Ser Tyr 



atg gag 
Met Glu 
115 



tgt get 
Cys Ala 



gaa aac tta 
Glu Asn Leu 
120 



tac aat get 
Tyr Asn Ala 



aaa gtg 
Lys Val 
125 



385 



gaa aga 
Glu Arg 



gtt gat 
Val Asp 
130 



ttt aca 
Phe Thr 



aat gat 
Asn Asp 



ata caa gaa 
He Gin Glu 
135 



acc aga ttt 
Thr Arg Phe 
140 



aaa att 
Lys He 



433 



aat aaa 
Asn Lys 



tgg att 
Trp He 
145 



gaa aat 
Glu Asn 



gaa aca 
Glu Thr 
150 



cat ggc aaa 
His Gly Lys 



ate aag aag 
He Lys Lys 
155 



gtg ttg 
Val Leu 



481 



ggg gac 
Gly Asp 
160 



age age 
Ser Ser 



etc age 
Leu Ser 



tea tea 
Ser Ser 
165 



get gtc atg 
Ala Val Met 



gtg eta gtg 
Val Leu Val 
170 



aat get 
Asn Ala 



529 



gtt tac ttc aaa ggc aag tgg aaa teg gee ttc acc aag agt gat acc 
Val Tyr Phe Lys Gly Lys Trp Lys Ser Ala Phe Thr Lys Ser Asp Thr 
175 180 185 190 



577 



etc agt tgc cat ttc agg tct ccc age ggt cct gga aaa gca gtt aat 
Leu Ser Cys His Phe Arg Ser Pro Ser Gly Pro Gly Lys Ala Val Asn 
195 200 205 



625 



atg atg cat caa gaa egg agg ttc 
Met Met His Gin Glu Arg Arg Phe 
210 



aat ttg tct 
Asn Leu Ser 
215 



acc att cag 
Thr He Gin 
220 



gag cca 
Glu Pro 



673 



cca atg cag att ctt gag eta caa tat cat ggt ggc ata age atg tac 
Pro Met Gin He Leu Glu Leu Gin Tyr His Gly Gly He Ser Met Tyr 
225 230 235 



721 



ate atg 
He Met 
240 



ttg ccc gag gat 
Leu Pro Glu Asp 



gac eta 
Asp Leu 
245 



tec gaa att 
Ser Glu He 



gaa age aag 
Glu Ser Lys 
250 



ctg agt 
Leu Ser 



769 



ttc cag aat eta atg gac tgg aca aat age agg aag atg aaa tct cag 
Phe Gin Asn Leu Met Asp Trp Thr Asn Ser Arg Lys Met Lys Ser Gin 



817 
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255 260 265 270 

tat gtg aat gtg ttt etc ccc cag ttc aag ata gag aaa gat tat gaa 865 
Tyr Val Asn Val Phe Leu Pro Gin Phe Lys He Glu Lys Asp Tyr Glu 
275 280 285 

atg agg age cac ttg aaa tct gta ggc ttg gaa gac ate ttt gtt gag 913 
Met Arg Ser His Leu Lys Ser Val Gly Leu Glu Asp He Phe Val Glu 
290 295 300 

tec agg get gat ctg tct gga att gec tct gga ggt cgt etc tat gta 961 
Ser Arg Ala Asp Leu Ser Gly He Ala Ser Gly Gly Arg Leu Tyr Val 
305 310 315 

tea aag eta atg cac aag tec etc ata gag gtc tea gaa gaa ggc acc 1009 
Ser Lys Leu Met His Lys Ser Leu He Glu Val Ser Glu Glu Gly Thr 
320 325 330 

gag gca act get gee aca gaa agt aac ate gtt gaa aag eta ctt cct 1057 
Glu Ala Thr Ala Ala Thr Glu Ser Asn He Val Glu Lys Leu Leu Pro 
335 340 345 350 

gaa tec acg gtg ttc aga get gac cgc ccc ttt ctg ttt gtc att agg 1105 
Glu Ser Thr Val Phe Arg Ala Asp Arg Pro Phe Leu Phe Val He Arg 
355 360 365 

aag aat ggc ate ate tta ttt act ggc aaa gtc teg tgt cct 1147 
Lys Asn Gly lie He Leu Phe Thr Gly Lys Val Ser Cys Pro 
370 375 380 

tgaaattcta tttggttttc catacactaa caggcatgaa gaaacatcat aagtgaatag 1 207 

aattgtaatt ggaagtacat gg 1229 



<210> 2 
<211> 380 
<212> PRT 

<213> Rattus norvegicus 
<400> 2 

Met Ala Ser Leu Ala Ala Ala Asn Ala Glu Phe Gly Phe Asp Leu Phe 
15 10 15 

Arg Glu Met Asp Ser Ser Gin Gly Asn Gly Asn Val Phe Phe Ser Ser 
20 25 30 

Leu Ser He Phe Thr Ala Leu Ser Leu He Arg Leu Gly Ala Arg Gly 
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35 



40 



45 



Asp Cys Ala Arg Gin He Asp Lys Ala Leu His Phe He Ser Pro Ser 
50 55 60 

Arg Gin Gly Asn Ser Ser Asn Ser Gin Leu Gly Leu Gin Tyr Gin Leu 
65 70 75 80 

Lys Arg Val Leu Ala Asp He Asn Ser Ser His Lys Asp Tyr Glu Leu 
85 90 95 

Ser He Ala Asn Gly Val Phe Ala Glu Lys Val Phe Asp Phe His Lys 
100 105 110 

Ser Tyr Met Glu Cys Ala Glu Asn Leu Tyr Asn Ala Lys Val Glu Arg 
115 120 125 

Val Asp Phe Thr Asn Asp He Gin Glu Thr Arg Phe Lys He Asn Lys 
130 135 140 

Trp He Glu Asn Glu Thr His Gly Lys lie Lys Lys Val Leu Gly Asp 
145 150 155 160 

Ser Ser Leu Ser Ser Ser Ala Val Met Val Leu Val Asn Ala Val Tyr 
165 170 175 

Phe Lys Gly Lys Trp Lys Ser Ala Phe Thr Lys Ser Asp Thr Leu Ser 
180 185 190 

Cys His Phe Arg Ser Pro Ser Gly Pro Gly Lys Ala Val Asn Met Met 
195 200 205 

His Gin Glu Arg Arg Phe Asn Leu Ser Thr He Gin Glu Pro Pro Met 
210 215 220 

Gin He Leu Glu Leu Gin Tyr His Gly Gly lie Ser Met Tyr He Met 
225 230 235 240 

Leu Pro Glu Asp Asp Leu Ser Glu He Glu Ser Lys Leu Ser Phe Gin 
245 250 255 

Asn Leu Met Asp Trp Thr Asn Ser Arg Lys Met Lys Ser Gin Tyr Val 
260 265 270 

Asn Val Phe Leu Pro Gin Phe Lys He Glu Lys Asp Tyr Glu Met Arg 
275 280 285 



Ser His Leu Lys Ser Val Gly Leu Glu Asp He Phe Val Glu Ser Arg 
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290 295 300 

Ala Asp Leu Ser Gly He Ala Ser Gly Gly Arg Leu Tyr Val Ser Lys 
305 310 315 320 

Leu Met His Lys Ser Leu He Glu Val Ser Glu Glu Gly Thr Glu Ala 
325 330 335 

Thr Ala Ala Thr Glu Ser Asn He Val Glu Lys Leu Leu Pro Glu Ser 
340 345 350 

Thr Val Phe Arg Ala Asp Arg Pro Phe Leu Phe Val He Arg Lys Asn 
355 360 365 

Gly He He Leu Phe Thr Gly Lys Val Ser Cys Pro 
370 375 380 



<210> 3 
<211> 14 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Peptide 

<400> 3 

Glu Ser Asn lie Val Glu Lys Leu Leu Pro Glu Ser Thr Val 
1 5 10 

<210> 4 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: an artificially 
synthesized primer sequence 

<400> 4 

agaatttggc ttcgacttat tcagagagat gg 32 



<210> 5 

<211> 33 

<212> DNA 

<213> Artificial 



Sequence 
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<220> 

<223> Description of Artificial Sequence: an artificially 
synthesized primer sequence 

<400> 5 

atgacagctg atgagctgag gctgctgtcc ccc 33 



<210> 6 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: an artificially 
synthesized primer sequence 

<400> 6 

gtgtgatggt gggtatgggt cagaaggact 30 



<210> 7 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence:an artificially 
synthesized primer sequence 

<400> 7 

atggcatgag ggagcgcgta accctcatag 30 



<210> 8 
<211> 29 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: an artificially 
synthesized primer sequence 

<220> 

<223> n indicates a, t, g or c. 



<400> 8 
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gtgaatgctg tgtacttaaa ggcaantgn 29 



<210> 9 
<211> 17 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence:an artificially 
synthesized primer sequence 

<220> 

<223> n indicates a, t, g or c. 
<220> 

<223> r indicates a or g. 
<400> 9 

aanagraang grtcngc 17 



<210> 10 
<211> 26 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: an artificially 
synthesized primer sequence 

<220> 

<223> n indicates a, t, g or c. 
<220> 

<223> y indicates c or t. 
<400> 10 

atggcntcng cngcngcngc naaygc 26 



<210> 11 

<211> 37 

<212> DNA 

<213> Artificial Sequence 



<220> 

<223> Description of Artificial Sequence: an artificially 
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synthesized primer sequence 
<400> 11 

cgacctccag aggcaattcc agagagatca gccctgg 37 



<210> 12 
<211> 34 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: an artificially 
synthesized primer sequence 

<400> 12 

gtcttccaag cctacagatt tcaagtggct cctc 34 



<210> 13 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: an artificially 
synthesized primer sequence 

<400> 13 

gctcagggca gtgaagatgc tcagggaaga 30 



<210> 14 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: an artificially 
synthesized primer sequence 

<400> 14 

ctgacgtgca cagtcacctc gagcacc 27 



<210> 15 
<211> 36 
<212> DNA 
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<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: an artificially 
synthesized primer sequence 

<400> 15 

gaggtctcag aagaaggcac tgaggcaact gctgcc 36 



<210> 16 
<211> 19 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: an artificially 
synthesized primer sequence 

<400> 16 

ctctatagga gacacttgg 19 



<210> 17 

<211> 19 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: an artificially 
synthesized primer sequence 



<400> 17 

gaaacaaatc aaagcaaac 



19 
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